Supplementary
. Recognition of the L. infantum LieIF2 and LieF2B factors by sera from human or canine VL patients and hamster challenged with L. infantum. Human (A), canine (B) and hamster (C) sera collections described in Supplementary Figure 1 were individually tested for IgG reactivity by ELISA (1/200) against the three subunits of the LieIF2 factor (α, β and γ) or the LieIF2B factor (α, β and δ). Horseradish peroxidase-conjugated anti-IgG antibodies (1/2000) for each specie were employed as the secondary reagent. Whisker (min to max) plots are employed to show the results. The percentage of positive sera is indicated in each graph. Dotted lines represent the cut-off value for negative and positive samples, calculated by comparison of the reactivity values from infected and healthy groups using a Receiver Operating Characteristic (ROC) analysis and defined as the lowest O.D. value with a 100% of specificity. The cut-off value is indicated over the line. * (P < 0.05), ** (P < 0.01), *** (P < 0.001) indicate the statistical differences between VL and healthy groups (Mann-Whitney test).
Supplementary Figure 3. Humoral response against the LieIF2 and LieIF2B proteins elicited in mice experimentally infected by Leishmania.
Sera from BALB/c mice infected with L. infantum (A) or L. major (B) and C57BL/6 mice infected with L. major (C) described in Supplementary Figure 1 . were individually tested for IgG reactivity by ELISA (1/200) against the three subunits of the LieIF2 factor (α, β and γ) or the LieIF2B factor (α, β and δ). Horseradish peroxidase-conjugated anti-mouse IgG antibodies (1/2000) were employed as the secondary reagent. Whisker (min to max) plots are employed to show the results. The percentage of positive sera is indicated in each graph. Dotted lines represent the cut-off value for negative and positive samples, calculated by comparison of the reactivity values from infected and healthy groups using a Receiver Operating Characteristic (ROC) analysis and defined as the lowest O.D. value with a 100% of specificity. The cut-off value is indicated over the line. * (P < 0.05), ** (P < 0.01), *** (P < 0.001) indicate the statistical differences between VL and healthy groups (Mann-Whitney test).
Supplementary Figure 4. Analysis of the SLA-dependent immune response in Leishmania infected mice.
Sera from mice infected as indicated in Supplementary Figure 3 were employed in ELISA to determine the anti-SLA IgG1 (all groups), IgG2a (BALB/c mice) or IgG2c (C57BL/6) titers by ELISA. Whisker (min to max) plots are employed to show the results. * (P < 0.05), *** (P < 0.001) indicate the statistical differences between the indicated subclasses titers (Mann-Whitney test) (A). Spleen cell cultures were established from Leishmania infected mice 8 weeks after challenge. Cells were independently cultured without stimulus (Med) or with SLA (12 μg/ml) for 72 h at 37°C, 5% CO2. Whisker (min to max) plots are employed to show the levels of IFN-γ, IL-10 and IL-4 in culture supernatants measured by sandwich ELISA determined in 8 individual mice per group. * (P < 0.05), ** (P < 0.01), mark the statistical differences between cytokines (Kruskal-Wallis test) (B).
